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Forest pest damage is expected to increase with global change. Tree diver-
sity could mitigate this impact, but unambiguous demonstration of the 
diversity–resistance relationship is lacking in semi-natural mature forests. 
We used a network of 208 forest plots sampled along two orthogonal gradi-
ents of increasing tree species richness and latitudes to assess total tree 
defoliation in Europe. We found a positive relationship between tree species 
richness and resistance to insect herbivores: overall damage to broadleaved 
species significantly decreased with the number of tree species in mature 
forests. This pattern of associational resistance was frequently observed 
across tree species and countries, irrespective of their climate. These find-
ings confirm the greater potential of mixed forests to face future biotic 
disturbances in a changing world.
1. Introduction
Biodiversity is widely acknowledged to support many forest ecosystem functions
[1] and services [2]. However, they can be jeopardized by pest damage [3], which
are likely to increase under global change, including climate change [4] and bio-
logical invasions [5]. Preventive pestmanagementmethods are therefore urgently
needed to preserve the integrity and functioning of forests.
Regarding the pest regulation service, empirical studies and quantitative
reviews have shown that diverse forests are less prone to pest insects than tree
monocultures [6,7] including to invasive species [8], which suggests associational
resistance (AR [9]). Main mechanisms underlying AR include resource dilution,
reduced host apparency and impact of natural enemies [6–9]. However, recent
studies also reported the opposite, i.e. more damage in mixed forests (associa-
tional susceptibility, AS [10]), or simply no effect of diversity [11]. Still, these
results mainly rely on studies that assessed damage on young trees in tree diver-
sity experiments. We are therefore lacking an estimate of forest diversity effect on
overall tree damage in semi-natural mature stands.
Moreover, insect herbivory changes along biogeographic gradients. Plant–
herbivore–predator interactions are clearly dependent on temperatures and
precipitations [12]. Whether this affects the persistence of AR across a large
range of latitudes and thus whether AR could stand under warmer climates
is still unknown.
We estimated crown defoliation in semi-natural mature forests sampled along
two orthogonal gradients of increasing tree species richness and latitudes in
Europe [13]. By controlling these two factors, we could investigate the stationarity
of AR patterns across a large range of climatic conditions. More specifically, we
compared the effects of forest diversity on total defoliation at
both the stand and the tree species levels.
2. Material and methods
Insect damage was assessed in a network of 208 semi-natural
mature forests in six European regions of Mediterranean, temper-
ate and boreal areas [13]. In each region, forest plots were sampled
under homogeneous abiotic and management conditions, along a
gradient of tree diversity ranging frommonocultures of the locally
most common tree species (‘focal species’) to mixtures of two,
three, four or five species, depending on the regional species
pool. Each plot was delimited by a square of 900 m2 surrounded
by a 10 m buffer area to avoid edge effects. A total of 11 broad-
leaved and four conifer focal species were assessed (table 1). Six
individual trees per focal species were sampled at random
among the dominant ones in pure stands, three in mixed stands.
Total insect damage in sampled trees was estimated using
the crown condition survey protocol developed by Guyot et al.
[8] according to the ICP Forest manual [14]. We considered
damage as leaf area reduction in tree crown, hereafter termed
as defoliation. To assess defoliation, a comparison was made
between the focal tree and a ‘reference tree’, i.e. a healthy conspe-
cific tree of similar age, leaf phenology and environmental
conditions in its vicinity. The assessment was done with
binoculars by the same observer (V.G.) for all trees, from at
least two sides (more if visibility was limited) of the crown to
account for all damage. Where different percentages of defolia-
tion were attributed to a focal tree from different sides, the
mean percentage was used. To confirm that crown defoliation
was owing to insect damage, herbivory was assessed on a leaf
sample collected on each studied tree (electronic supplementary
material, S1). Three regions were visited in summer 2012 and the
other three in summer 2013, starting from the south to follow leaf
phenology, but all trees from a given region were sampled within
the same three weeks.
Themeanpercentage ofdefoliationperplot andper specieswas
used as response variable (after log transformation). Because defo-
liationof coniferswasvery low (onaverage less than1%) andpoorly
reliable, it was not considered as response variable in our analyses.
Plots including conifers were, however, retained in analyses such
that presence of coniferswas accounted for in explanatoryvariables.
We focused on defoliation of 11 broadleaved species, which was
assessed in broadleaved monocultures, broadleaved–broadleaved
mixtures or broadleaved–conifer mixtures.
First, linear-mixed effect models were used (lmer function in
the lmerTest package in R [15,16]) to test the effect of tree species
richness, mean annual temperature and precipitation of the
region, and all interactions on defoliation. Explanatory variables
were scaled and centred to allow comparison ofmodel parameters.
We applied model simplification with backward elimination of
Table 1. List of focal tree species assessed for insect defoliation along gradients of tree species richness in six European regions.
characteristics of sampled forests in the six European regions
Colline
Metalifere
(Italy)
Alto Tajo
(Spain)
Hainich
(Germany)
Bialowieza
(Poland)
Raˆsca
(Romania)
North
Karelia
(Finland)
species richness levels 1–4 1–4 1–4 1–5 1–4 1–3
plots per richness level 9/10/9/7 11/18/4/3 6/14/14/4 6/11/13/11/2 8/10/8/2 11/14/3
mean forest age (years) 62 90 111 92 85 42
mean temperature (8C) 13.1 9.7 7.4 6.9 5.5 2.1
mean precipitation (mm) 726 534 696 581 692 633
focal tree species number of sampled trees per species per region
mean (+s.e.)
% defoliation
per plot
Carpinus betulus 82 14.1 (+1.6)
Castanea sativa 73 13.4 (+1.6)
Quercus robur - petraea 57 45 75 11.6 (+1.4)
Quercus faginea 77 9.2 (+1.0)
Fagus sylvatica 94 65 6.7 (+0.7)
Fraxinus excelsior 71 5.9 (+0.7)
Acer pseudoplatanus 53 43 5.3 (+0.4)
Quercus cerris 74 4.9 (+0.6)
Betula pendula 72 62 3.8 (+0.2)
Quercus ilex 74 51 2.3 (+0.3)
Ostrya carpinifolia 58 1.7 (+0.3)
Picea abies 34 75 53 61 0.9 (+0.2)
Pinus nigra 76 0.5 (+0.2)
Abies alba 52 0.5 (+0.2)
Pinus sylvestris 56 75 61 0.1 (+0.0)
effects, according to the principle of marginality (step function).
Model parameters were estimated with the final model. Signifi-
cance of explanatory variables was tested using type III sum of
squares. Coefficients of determination R2 [17] were calculated
with r.squaredGLMM function in the MuMIn package in R [18].
The effect of tree species richness on species-specific defolia-
tion was modelled for each broadleaved species in each region
separately using linear models in a meta-analytical approach
(electronic supplementary material, S1).
3. Results
Among the 1669 sampled trees, crown defoliation varied from 0
to 62.5%. At the plot level, the mean crown defoliation ranged
from 2 to 14% in broadleaved species (crown defoliation aver-
aged 7.2+1.1%, whereas leaf herbivory was 7.2+1.3%) and
was consistently less than 1% in conifers (table 1).
At the plot level, defoliation decreased significantly
with tree species richness (F ¼ 16.01, p, 0.001, figure 1).
Predicted mean tree defoliation in broadleaves varied from
9.6% in monocultures to 6.6% in mixtures of five species.
The effect of tree species richness on defoliation was indepen-
dent of temperature (interaction: F ¼ 1.18, p ¼ 0.278) and
precipitation of the region (interaction: F ¼ 1.2, p ¼ 0.267).
Simple effects of temperature (F ¼ 0.03, p ¼ 0.858) and pre-
cipitation (F ¼ 0.01, p ¼ 0.911) were not significant.
Variance explained by the fixed effects (species richness,
R2m) was low compared with random effects (region and
species identity, R2c ÿ R
2
m, table 2).
At the tree species level, AR was the most common pattern
(table 2 and figure 2). It was observed in all six regions (and
confirmed by region-specific models, electronic supplemen-
tary material, figure S2) and in eight out of 11 broadleaved
species, although this effect was significant in only four
species  country combinations. None of the few tendencies
of AS was significant.
4. Discussion
Based on a network of more than 200 plots along two explicit
orthogonal gradients of tree species richness and latitudes
[13] our study demonstrates an overall positive relationship
between tree species richness and resistance of broadleaved
species to insect defoliators. Although a large part of crown
defoliation variability remained unexplained, this pattern was
consistent across several broadleaved species and all regions,
irrespective of their climate. This is the first demonstration of
large-scale AR in semi-natural mature forests.
As for agricultural crops [19], previous meta-analyses
reported reduced insect herbivory in more diverse forests
[6,7] but they mainly focused on damage made by one particu-
lar pest insect on a given tree species grown as pure versus
mixed stands. They failed to address the effect of diversity on
total insect damage, which may be more relevant to predicting
their impact on tree growth and ecosystem functioning. Here,
we found that overall resistance of broadleaved species to
herbivory was higher in mixed stands than in pure stands,
regardless of the damaging agent. It is noteworthy that tree
productivity increased with tree species richness across the
same plot network [20].
The AR paradigm was questioned by recent studies show-
ing no [9] or opposite [10] patterns of diversity–resistance
relationships. However, they were both conducted in rather
small-scale tree diversity experiments and not in semi-natural
managed forests. In addition, these studies dealt with young
trees (less than 15 years), whereas we assessed damage on
mature trees (more than 40 years). It was already noted that
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Figure 1. Relationship between mean percentage of broadleaved tree defo-
liation per forest plot (n ¼ 328) and tree species richness in semi-natural,
mature European forests. The solid line and the shaded area show predictions
from linear-mixed model with corresponding confidence interval.
Table 2. Values of explained variance (coefficients of determination, R2) and model estimates of linear-mixed models used for testing the effect of tree species
richness on mean defoliation in broadleaved species accounting for all regions or each of them. Marginal R2m represents the variance explained by fixed factors, whereas
conditional R2c is interpreted as variance explained by both fixed and random factors (i.e. the entire model) [18]. Models with significant P-values are in italics.
region estimate +s.e. F-value P-value R2m R
2
c
all 20.11 0.03 16.01 ,0.001 0.01 0.77
Italy 20.12 0.05 6.51 0.013 0.02 0.70
Spain 20.27 0.07 16.73 ,0.001 0.06 0.88
Germany 20.05 0.06 0.79 0.378 0.01 0.45
Poland 20.08 0.06 1.82 0.182 0.01 0.65
Romania 20.09 0.05 2.89 0.100 0.04 0.54
Finlanda 20.01 0.08 0.01 0.932 0 0
aAs there was only one broadleaved species in Finland, linear model was used for this region.
the effects of tree species diversity on insect herbivory is more
pronounced in older trees [21], which may be owing to two,
non-exclusive, mechanisms: (i) foliar defences against
herbivores accumulate and change in composition with tree
ontogeny [22], whereas heterospecific neighbours can affect
these leaf traits [23]; (ii) forests recruit an increasing number
of specialist herbivores as they are ageing [24], whereas the
magnitude of AR is known to be higher against mono- and
oligophagous herbivores [6,7].
The study was not designed to allow the investigation of
AR mechanisms. However, tree species richness was retained
as the best explanatory variable of broadleaved defoliation
that is compatible with the two main ecological processes at
work: bottom-up effects of plant–plant interactions and top-
down effects involving natural enemies [6,9]. Host tree concen-
tration, frequency or apparency [25] are likely to be reduced in
the presence of an increasing number of non-host tree species
(i.e. bottom-up processes). More diverse forests should shelter
more parasitoids or predators and provide them with more
abundant and diverse complementarity in feed and nesting
resources (i.e. top-down processes).
The main limitation of the study is that we could not
assess insect herbivory under pest outbreak conditions (the
rate of defoliation on broadleaves was on average close to
10%, but see [8]), neither could we include conifers that
were virtually undamaged. It will be therefore of interest to
further challenge the AR hypothesis and underlying ecologi-
cal mechanisms in more stringent conditions, for example
during outbreaks of conifer bark beetle. Future studies
should also investigate factors accounting for unexplained
variance in tree defoliation at the different regions (table 2)
such as landscape heterogeneity and composition of local
species pools of insect herbivores.
Data accessibility. Electronic supplementary material, table S2 reports all
data used for statistical analyses.
Authors’ contributions. V.G. and H.J. conceived, designed, performed the
experiments and wrote the paper. V.G. and B.C. analysed the data
and prepared figures. A.V. and M.D. revised the paper critically for
important intellectual content. All authors contributed to this
paper, gave final approval for its publication and acknowledge
joint accountability for its content.
Competing interests. We declare to have no competing interests.
Funding. This research was supported by the Seventh Framework
Programme of the European Union (FP7/2007–2013) under grant
agreement no. 265171.
Acknowledgements. We thank the FunDivEUROPE project, EFPA depart-
ment of INRA, Aquitaine French region for funding V.G.’s PhD
under the supervision of A.V., M.D. and H.J. We are grateful to all
technicians and climbers who helped in fieldwork, Wilfried Heintz
for database development, as well as two anonymous reviewers for
their useful comments on an earlier version of this manuscript.
References
1. Balvanera P, Pfisterer AB, Buchmann N, He JS,
Nakashizuka T, Raffaelli D, Schmid B. 2006
Quantifying the evidence for biodiversity effects on
ecosystem functioning and services. Ecol. Lett. 9,
1146–1156. (doi:10.1111/j.1461-0248.2006.00963.x)
2. Gamfeldt L et al. 2013 Higher levels of multiple
ecosystem services are found in forests with more
tree species. Nat. Commun. 4, 1340. (doi:10.1038/
ncomms2328)
3. Boyd IL, Freer-Smith PH, Gilligan CA, Godfray HCJ.
2013 The consequence of tree pests and diseases for
ecosystem services. Science 342, 1235773. (doi:10.
1126/science.1235773)
4. Jactel H, Petit J, Desprez-Loustau ML, Delzon S, Piou
D, Battisti A, Koricheva J. 2012 Drought effects on
damage by forest insects and pathogens: a meta-
analysis. Glob. Change Biol. 18, 267–276. (doi:10.
1111/j.1365-2486.2011.02512.x)
5. Kenis M, Auger-Rozenberg MA, Roques A, Timms L,
Pe´re´ C, Cock MJ, Josef Settele J, Augustin S,
Lopez-Vaamonde C. 2009 Ecological effects of
invasive alien insects. Biol. Invasions 11, 21–45.
(doi 10.1007/s10530-008-9318-y)
6. Jactel H, Brockerhoff EG. 2007 Tree diversity
reduces herbivory by forest insects. Ecol.
Lett. 10, 835–848. (doi:10.1111/j.1461-0248.
2007.01073)
7. Castagneyrol B, Jactel H, Vacher C, Brockerhoff EG,
Koricheva J. 2014 Effects of plant phylogenetic
diversity on herbivory depend on herbivore
specialization. J. Appl. Ecol. 51, 134–141. (doi:10.
1111/1365-2664.12175)
8. Guyot V, Castagneyrol B, Vialatte A, Deconchat M,
Selvi F, Bussotti F, Jactel H. 2015 Tree diversity
limits the impact of an invasive forest pest.
PLoS ONE 10, e0136469. (doi:10.1371/journal.pone.
0136469)
9. Barbosa P, Hines J, Kaplan I, Martinson H,
Szczepaniec A, Szendrei Z. 2009 Associational
resistance and associational susceptibility: having
right or wrong neighbors. Annu. Rev. Ecol. Evol.
Syst. 40, 1–20. (doi:10.1146/annurev.ecolsys.
110308.120242)
10. Schuldt A et al. 2010 Tree diversity promotes insect
herbivory in subtropical forests of south-east China.
J. Ecol. 98, 917–926. (doi:10.1111/j.1365-2745.
2010.01659.x)
11. Haase J et al. 2015 Contrasting effects of tree
diversity on young tree growth and resistance
to insect herbivores across three biodiversity
experiments. Oikos 124, 1674–1685. (doi:10.1111/
oik.02090)
12. Rodrı´guez-Castan˜eda G. 2013 The world and its
shades of green: a meta-analysis on trophic
cascades across temperature and precipitation
gradients. Glob. Ecol. Biogeogr. 22, 118–130.
(doi:10.1111/j.1466-8238.2012.00795.x)
13. Baeten L et al. 2013 A novel comparative
research platform designed to determine the
functional significance of tree species diversity
Carpinus betulus
Castanea sativa
Quercus robur - petraea
Quercus faginea
Fagus sylvatica
Fraxinus excelsior
Acer pseudoplatanus
Quercus cerris
Betula pendula
Quercus ilex
Ostrya carpinifolia
AR
AS
Ita
ly
Sp
ai
n
G
er
m
an
y
Po
la
nd
R
om
an
ia
Fi
nl
an
d
*
*
*
*
Figure 2. Species-specific and country-specific responses of defoliation to tree
species richness. Symbol size is proportional to model parameter estimate
(i.e. regression slope). Dark dots indicate negative slopes (associational resist-
ance, AR), white dots indicate positive slopes (associational susceptibility, AS).
An asterisk within a dot indicates a significant relationship. Within grey areas,
squares represent weighted mean of slopes across species and across
countries. Countries were ordered from the warmest to the coldest.
in European forests. Perspect. Plant Ecol. Evol.
Syst. 15, 281–291. (doi:10.1016/j.ppees.2013.
07.002)
14. Eichhorn J, Roskams P, Ferretti M, Mues V, Szepesi
A, Durrant D. 2010 Visual assessment of crown
condition and damaging agents. In Manual on
methods and criteria for harmonized sampling,
assessment, monitoring and analysis of the
effects of air pollution on forests, Part IV. Hamburg,
Germany: UNECE ICP Forests Programme Co-
ordinating Centre. (http://icp-forests.net/page/
icp-forests-manual).
15. Kuznetsova A, Brockhoff PB, Christensen RHB. 2014
lmerTest: tests in linear mixed-effects models.
R package version 2.0–20.
16. R Core Team. 2014 R: a language and environment
for statistical computing. Vienna, Austria: R
Foundation for Statistical Computing. R software
version 3.1.2.2014.
17. Nakagawa S, Holger S. 2013 A general and simple
method for obtaining R2 from generalized linear
mixed-effects models. Meth. Ecol. Evol. 4, 133–142.
(doi:10.1111/j.2041-210x.2012.00261.x)
18. Barton K. 2015 MuMIn: multi-model inference.
R package version 1.13.4.
19. Letourneau DK et al. 2011 Does plant diversity
benefit agroecosystems? A synthetic review. Ecol.
Appl. 21, 9–21. (doi:10.1890/09-2026.1)
20. Jucker T, Bouriaud O, Avacaritei D, Coomes DA. 2014
Stabilizing effects of diversity on aboveground wood
production in forest ecosystems: linking patterns
and processes. Ecol. Lett. 17, 1560–1569. (doi:10.
1111/ele.12382)
21. Vehvila¨inen H, Koricheva J, Ruohoma¨ki K. 2007 Tree
species diversity influences herbivore abundance
and damage: meta-analysis of long-term forest
experiments. Oecologia 152, 287–298. (doi:10.
1007/s00442-007-0673-7)
22. Barton KE, Koricheva J. 2010 The ontogeny of
plant defence and herbivory: characterizing
general patterns using meta-analysis. Am. Nat. 175,
481–493. (doi:10.1086/650722)
23. Nickmans H, Verheyen K, Guiz J, Jonard M, Ponette
Q. 2015 Effects of neighbourhood identity and
diversity on the foliar nutrition of sessile oak and
beech. Forest Ecol. Manage. 335, 108–117. (doi:10.
1016/j.foreco.2014.09.025)
24. Ulyshen MD. 2011 Arthropod vertical stratification
in temperate deciduous forests: implications for
conservation-oriented management. Forest Ecol.
Manage. 261, 1479–1489. (doi:10.1016/j.foreco.
2011.01.033)
25. Castagneyrol B, Giffard B, Pe´re´ C, Jactel H.
2013 Plant apparency, an overlooked driver
of associational resistance to insect herbivory.
J. Ecol. 101, 418–429. (doi:10.1111/1365-
2745.12055)
